Methods

Cloning and protein expression and purification
Human TIRAP and TIRAP PBM cDNAs (residues 15-35) were cloned into a pGEX4T1 vector.
Recombinant proteins were expressed in Escherichia coli (Rosetta strain) cells. Site-directed mutagenesis was introduced in TIRAP and TIRAP PBM constructs using the Quick Change method. Bacterial cells were grown in LB medium at 37°C until they reached an OD 600 of 0.8 and then recombinant GST-fusion proteins were expressed by the addition of 1 mM isopropyl β- . GST fusion proteins were eluted with washing buffer containing 100 mM reduced glutathione. TIRAP PBM Thr28-P was synthetically produced at the Tufts University Core Facility (Boston, MS). Protein concentrations were measured using the bicinchoninic acid protein assay reagent.
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